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Declaration under 37 C.F.R. § 1,131 
Inventor Daryn Kenny 

I, Daryn Kenny, declare: 

1 . I am an inventor of the patent application identified above. At the time of the present 
invention 1 was employed by Bayer Corporation and I am still employed by Bayer Corporation. 

2. I have read the Antao et al. reference and fully understand its contents, 

3. 1 have been told by my patent attorney, Karen Canaan, that because the publication date of 
the Antao ct ah reference is January 21, 2000, a date less than one year before the June 2, 2000, filing date 
of this application's priority provisional application, the Antao et al. reference may be eliminated as prior 
art against the claimed invention if the date of the present invention predates the publication date of the 
Antao et al reference. 

4. Attached to this Declaration are six laboratory notebook pages from my laboratory notebook 
for this invention that were signed by me and witnessed at Bayer Corporation on a date that predates the 
January 21. 2000, publication date of Antao et al Although the notebook pages have been redacted to 
hide the execution and witnessing dates, I am declaring herein that both the date of execution and the 
witnessing dates are before January 21 , 2000. 
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5. The submitted pages document single copy gene detection of HPV-16 DNA in cell lines 
using bDNA in situ hybridization; the following inventive results are shown in the laboratory pages: 

a. Pages 71 and 83 provide a summary of the results from the study, Page 71 
describes how an impartial observer would be able to discern the positive results; 
specifically, that SiHa cells probed with bDNA probes are positive for HPV-16 DNA and 
negative for HPV-1 8 DNA. 

b. Pages 7 1 and 73 document the protocol used to generate the results. 

c. Pages 86 and 92 document single copy gene detection results. The dark ovals in 
the figures arc cell nuclei and the dark specks or spots over the cell nuclei indicate the 
presence of HPV DNA, The SiHa cell line is a standard model for low 1 IPV-1 6 copy 
number; detection of HPV-16 in SiHa cells demonstrates the sensitivity of the bDNA ISH 
technology. The CaSki cell line has hundreds of HPV-16 copies and the HcLa cell line 
has dozens of HPV-1 8 copies. The figures show thrccpanels for each cell line that 
compares results with the HPV-16 and HPV-18 probes. The absence of spots over the 
Silla cells for HPV-1 8 probes demonstrates the specificity of the bDNA ISH method. 

6. I declare that all statements made herein of rhy own knowledge arc true and that all 
slatements made on information and belief are believed to be true; and that these statements were made 
wilh the knowledge that willful false statements and the like so made are punishable by fmc or 
imprisonment, or both, under 18 tLS,C. § 1001 and that such willful false statements may jeopardize the 
validity of the instant application or any patent issuing thereon. 



DStryn Kenny, Ph.] 
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4 : Consensus DNA protocol, August 25 r 1999 
: -• • For the detection of a DNA target 

' Specimens tor this protocol: cytospun cells, cells cultured on chamber 

' i slides, cryosecttons of cell pellets. i j 

! J . 

7 ! 1. dehydrate In Etoh. PBS wash2x2\ 

*' "r ' v ' ' * 2 « *Q ug/ml RNase In 2x ssc 37 lh. 160 ul lOmg/ml per 40 ml, 

?• 3. PBS wash 2x2\ 

' 9. 4. V.5 ug/ml proteinase K In PBS, 37C for 10\ 

' " 15 ul 20 mflMI per 40 ml. 

s 10 ; . . PBS wash 2x2\ Dehydrate. 

: 1 1 f ■ ; 5b. Prehybrldizatlon for 30* RT. 

i ; • ? 6* Denaturatton in prehyb at 92C for 5\ 

J j. 2 ;.. i " 6b. optional. Wash In pss. Dehydrate, air dry, 

": 13 ; :' "I 7 * R*P^ce with fresh hyfa (containing probe), Hyb 40C for 3h for SiHa 

; ... .» or HeLa samples in 1st hyb buffer. 

1* a. Wash; 2x SSC 1'X2; .2xS5C l'x2; O.lxSSC 5'. With 0.0025% Brlj 

. 15 " (Determent); 2.5 ut lO%Brlj/ 10 ml wash. rt. 

. ; . - ; - 9- hyb 25'® 55c In 2nd hyb, which is Cao 2nd hyb, with 0.9 fmo|/ul 

H6: ■ probe. 



— — • ■! 10, Wash in buffer 2 (O.ixSSC, tmM EDTAJ for 10", 1' and 4'. 

Jfl. .; i 11. Repeat for amp. 



18: ; 1 l2, h V b f 01 " 15 ' at 45 w| th 0.© fmol/ul ap probe In 3rd hyb. 

- ti • ■ J - - 13. Wash In HIV wash D. 3x as above. 

19; 14. AP Development^' at RT, 



21 s * 50% fbrmgmlde 

!' [gg! "! l 10%bexsul 



0.2% Casein 



^ 23f , f 3x SSC 

"inA'"~ r J * 10 ug/ml poiyA 

! ~* i 100 ug/ml ssDNA 

>25j "I 1 5 fmni/ul,prc >be M/4Q1 







0.8 ml 
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20X 
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.745 add 
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35 ul water 
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^'4- 2nd hyfr buffer ,4 Unl- : i^m ) 

: 5XSSC 1 250 u! 375ul20XSSC 

1 90 < "? 0,5% Casein 200 50 ul 75 ul 1 Ox/10% 

: JL .0.3% SOS 120 30 Ul 45UI10%SDS 

'30: « OexSul 1 250 ul 250 ul 40% Dex Sul 

' *■** '. 0.9 fmol/ul probe 



2.32 + 1.68 H20 
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Branched DNA in situ hybridisatioj 

• Sensitive 

Single copy g ene detection 

• Specific 

° Distinguishes HPV genotypes 

• Localized 

0 Colocalization of signal and target j 

• Versatile s 1 

DNA and mRNA detection 

• ^ m< ^ enic ™* fluorescent signal 

Applicable to automation 
0 Quantitative 

• Convenient 

Rapid (within one day) 
Nonisotopic 
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